. Photobleaching Time of CFP-GR Does Not Depend on Fluorescence Intensity Black dots are photobleaching times of CFP-GR from single ROIs in 3T3 cells, red dots are photobleaching times of CFP-GR in the presence of HMGB1-YFP. The lines represent a linear regression with confidence limits against the initial intensity of CFP fluorescence; note that both slopes are essentially zero. In all measurements the signal-tobackground ratio was above 2, and the ratio between CFP and YFP signals was close to 1. (B) Each bar represents FRET efficiency in single nuclei (as described in Fig. 1F ). Error bars represent standard deviations within the same cell. Figure S4 . HMGB1 and GR Mutants (A) HMG boxes have hydrophobic residues in conserved positions that anchor them to the minor groove of DNA. In particular, HMGB1 and HMGB2 have a single such residue in box A (F37) and two residues in box B (F15, I34). Mutation F37A in box A makes HMGB1 ineffective in supporting enhanceosome formation on the BHLF-1 enhancer from the Epstein-Barr virus (Mitsouras et al., 2002) . Moreover, the same conserved phenylalanine in the yeast homologue NHP6A is involved in DNA bending (Allain et al., 1999) . In order to modify the HMGB1 surface involved in DNA binding and abolish its binding activity, we substituted residues 37F in box A (orange), 15F and 34I in box B (green) with alanines in the HMGB1-YFP construct. Triple-mutated HMGB1-YFP (mutHMGB1-YFP) still localizes in the nucleus, with a distribution similar to that of the wt, although nucleoli are somewhat more crowded. Mutation A477T in the second zinc finger (D loop) of the GR DNA Binding Domain (GR-DBD) prevents dimerization and DNA binding, and was introduced in the CFP-GR construct. No differences in nuclear distribution between wt and mutated proteins can be detected in 3T3 mouse fibroblasts stimulated with 100 nM dexamethasone. Scale bar: 5 µm.
